OBJECTIVE-Calcium-permeable cation channel TRPV2 is expressed in pancreatic ␤-cells. We investigated regulation and function of TRPV2 in ␤-cells. RESULTS-In MIN6 cells, TRPV2 was observed mainly in cytoplasm in an unstimulated condition. Addition of exogenous insulin induced translocation and insertion of TRPV2 to the plasma membrane. Consistent with these observations, insulin increased calcium entry, which was inhibited by tranilast, an inhibitor of TRPV2, or by knockdown of TRPV2 using shRNA. A high concentration of glucose also induced translocation of TRPV2, which was blocked by nefedipine, diazoxide, and somatostatin, agents blocking glucose-induced insulin secretion. Knockdown of the insulin receptor attenuated insulin-induced translocation of TRPV2. Similarly, the effect of insulin on TRPV2 translocation was not observed in a ␤-cell line derived from islets obtained from a ␤-cell-specific insulin receptor knockout mouse. Knockdown of TRPV2 or addition of tranilast significantly inhibited insulin secretion induced by a high concentration of glucose. Likewise, cell growth induced by serum and glucose was inhibited by tranilast or by knockdown of TRPV2. Finally, insulininduced translocation of TRPV2 was observed in cultured mouse ␤-cells, and knockdown of TRPV2 reduced insulin secretion induced by glucose. 
I
nsulin elicits pleiotropic actions in a variety of target cells and plays a pivotal role in regulating nutrient metabolism. Recent studies have revealed that the insulin signal is necessary to maintain the normal function of pancreatic ␤-cells. Thus, deletion of the insulin receptor (IR) in ␤-cells impairs insulin secretion and results in glucose intolerance (1) . In ␤-cells of ␤IRKO mice, glucose-induced insulin secretion is reduced, which is accompanied by reduction of the expression of GLUT2 and glucokinase (1) . However, insulin secretion induced by glyceraldehyde and KCl is also reduced in islets obtained from a ␤IRKO mouse (2) , which cannot be explained simply by reduction of GLUT2 and/or glucokinase expression. Because addition of anti-insulin antibody immediately reduces insulin secretion from islets (3), it is likely that insulin modifies a molecule(s) involved in insulin secretion by a nongenomic mechanism. In accordance with these observations, knockdown of IR attenuates glucose-induced insulin secretion in MIN6 cells (4) . In addition, postnatal ␤-cell growth is impaired in ␤IRKO mice. Consequently, the mechanism by which insulin maintains ␤-cell function is not totally known at present. It is thought that there must be a target molecule(s) of insulin that regulates secretion and possibly growth of ␤-cells.
Transient receptor potential (TRP) (5) is a calciumpermeable channel expressed in Drosophila. A large number of mammalian homologues have been identified, and they regulate various cellular functions (6, 7) . Among them, calcium-permeable cation channels resembling the vanilloid receptor channel (TRPV1) (8) have common features and now are classified as members of the TRPV subfamily (9) . The TRPV subfamily consists of six members, which function as cellular sensors responding to changes in the temperature, osmolarity, and mechanical stresses, and they are also regulated by various ligands (9) .
TRPV2 is regulated by heat, growth factors, and other ligands (10 -13 ). An intriguing feature of TRPV2 is that its intracellular localization is changed by various stimulations. For example, IGF-I induces translocation of TRPV2 from an intracellular compartment to the plasma membrane (11) . Regarding its expression, TRPV2 is abundantly expressed in neurons, neuroendocrine cells in the gastrointestinal tract, and blood cells such as macrophages (14) . In the pancreas, TRPV2 is expressed in ␤-cells and ductal cells. In this regard, we previously reported that TRPV2 is expressed in an insulinoma cell line MIN6 (11) . When MIN6 cells are cultured in a serum-free condition, immunoreactivity of TRPV2 is localized in an intracellular compartment. Addition of serum induces translocation of TRPV2 to the plasma membrane (11) .
In the present study, we further investigated regulation of TRPV2 in ␤-cells. Because these cells secrete insulin, and the mode of action of insulin resembles that of IGF-I, special attention was paid to the effect of insulin and insulin secretagogues on the localization of TRPV2. The results indicate that TRPV2 is regulated by insulin in an autocrine manner in ␤-cells. TRPV2 functions as an insulin-mediated regulator of calcium entry. containing 2.5 mmol/l glucose for 30 min. To determine translocation of TRPV2, fluorescence images were recorded with an Olympus IX70 epifluorescence microscope (Olympus, Tokyo, Japan) equipped with a PXL 1400 cooled charge-coupled device camera system (Photometrics, Tucson, AR), which was operated with IP Lab Spectrum software (Signal Analysis, Vienna, VA) and a laser confocal microscope (LSM 510, Zeiss).
To assess translocation of TRPV2 semiquantitatively, we scored the expression pattern of TRPV2 on the cell surface. When Ͼ30% of the margin of the cell was positive for the TRPV2-GFP signal, the cell was considered to be translocation positive. The measurement was done independently by two researchers in a double-blinded manner. Measurement of cytosolic free calcium concentration. Cytoplasmic free calcium concentration ([Ca 2ϩ ] c ) was monitored using fura-2. The ratio of the fluorescence intensities for each of the excitation wavelengths (F340/F380) was monitored using Aqua Cosmos (Hamamatsu Photonics, Hamamatsu, Japan) (12) . In Mn 2ϩ -quenching experiments, fluorescence was obtained by exciting at 360 nm. After fura-2 loading, cells were incubated in the presence or absence of insulin for 20 min in KRB buffer containing 1.25 mmol/l calcium. Then 100 mol/l MnCl 2 was added to the solution, and the rate of Mn 2ϩ quenching was monitored.
Measurement of [
3 H]thymidine incorporation and cell number. Cells were seeded at a density of 2 ϫ 10 5 cells/ml in a 24-well dish. Twelve hours after seeding, the cells were incubated for 4 h with serum-free DMEM containing Ad-sh-LacZ or Ad-sh-mTRPV2. Infected cells were then cultured for 40 h with 15% FBS and 25 mmol/l glucose. The cells were then incubated in DMEM containing 25 mmol/l glucose and 0.25 Ci [ 3 H]thymidine for 4 h. After incubation, cells were washed twice with 1 ml ice-cold PBS and solubilized, and radioactivity associated with trichloroacetic acid-precipitable material was counted.
For measurement of the cell number, cells were seeded at a density of 2 ϫ 10 5 cells/ml in a 35-mm dish and were incubated for 4 h with serum-free DMEM containing Ad-shLacZ or Ad-shTRPV2. Infected cells were then cultured for various periods in medium containing 15% FBS and 25 mmol/l glucose, and the cell number was counted. Insulin secretion. Insulin release was measured by batch incubation. KRB buffer supplemented with 0.1% BSA was used for the experiment. MIN6 cells were seeded at a density of 2 ϫ 10 5 cells/ml in a 24-well dish and cultured for 3 days. Dispersed mouse islet cells were cultured at a destiny of 5 ϫ 10 4 cell/ml in a 24-well dish. After preincubation with 1 ml KRB for 30 min, cells were then incubated in the presence of various stimulators for 60 min. The medium was centrifuged at 15,000 rpm for 5 min, and the supernatant was kept at Ϫ20°C until assay. Insulin secretion from permeabilized cells was measured as described by Jones et al. (17) . Insulin was determined using an insulin radioimmunoassay kit (Eiken Chemical, Tokyo, Japan).
RESULTS
Expression of the TRPV family members in MIN6 cells. We first examined the mRNA expression of the TRPV family members in MIN6 cells. As shown in Fig. 1A , mRNA for TRPV2 was detected in MIN6 cells, whereas mRNA for other members of the TRPV family was not detected in this condition. Translocation of TRPV2 induced by serum in MIN6 cells. To investigate changes in the localization of TRPV2, we transfected MIN6 cells with TRPV2-EGFP, and the GFP fluorescence was monitored. In most of the unstimulated cells, the green fluorescent protein (GFP) signal was observed diffusely in cytoplasm (Fig. 1B, a) . Addition of serum-induced changes in the distribution of the GFP signal and GFP was observed in the margin of the cells. The effect of serum was observed within 15 min (Fig. 1B,  b) and persisted for at least 60 min (Fig. 1B, c) . To semiquantify the effect, we counted the number of cells whose GFP signal was observed in the periphery of the cell. As shown in Fig. 1C , addition of serum induced an approximately threefold increase in the number of cells whose GFP signal was observed in the periphery of the cells. The effect of serum was inhibited by inhibitors of phosphatidylinositol (PI) 3-kinase, LY294002 (Fig. 1C) . Effect of insulin on translocation of TRPV2 in MIN6 cells. The structure and function of the IGF-I receptor (18) are quite similar to those of IR, and the two receptors share a common signaling pathway (19) . We therefore speculated that insulin may reproduce the IGF-I effect, and thus we addressed this possibility. Because MIN6 cells secrete insulin, endogenous insulin released from these cells may modify localization of TRPV2. We therefore monitored GFP fluorescence in cells cultured at low density. As shown in Fig. 2A , insulin induced translocation of TRPV2 to the plasma membrane. To confirm the effect of insulin on translocation, we determined colocalization of the TRPV2-GFP signal with a plasma membrane marker (PM) or an endoplasmic reticulum marker (ER). In the absence of insulin, the TRPV2-GFP signal was observed in cytoplasm. It was colocalized with ER ( Fig. 2B, a) but not with PM (Fig. 2B, b) . In the insulin-stimulated cell, the GFP signal was colocalized with PM ( Fig. 2B, c) .
We further examined whether TRPV2 was inserted into the plasma membrane upon stimulation by insulin. To this end, we transfected cells with c-myc-tagged TRPV2, and cell surface c-myc was stained in intact cells. Even in the absence of insulin, TRPV2 inserted into the plasma membrane was observed to some extent (Fig. 2C, a) . Addition of insulin increased the amount of TRPV2 inserted into the plasma membrane (Fig. 2C, b) . Quantitative analysis indicated that insulin significantly increased immunoreactivity of the c-myc tag (Fig. 2D) . Note that immunoreactivity of the c-myc tag in unstimulated cells was reduced by loading BAPTA (Fig. 2D) , a calcium chelator that reduced basal secretion (Fig. 2E) . Likewise, anti-insulin antibody significantly reduced basal c-myc immunoreactivity (Fig. 2D) . A similar experiment was done in CHO cells. In contrast to MIN6 cells, c-myc immunoreactivity was quite low in unstimulated CHO cells and was markedly increased after the stimulation by serum (Fig. 2F) . Figure 3A shows the dose-response relationship for insulin-induced translocation. This experiment was done in cells loaded with BAPTA to reduce the basal translocation of TRPV2. As depicted, the effect of insulin was detected at 500 pmol/l and was nearly maximal at 1 nmol/l. As shown in Fig. 3B , the effect of insulin was observed 10 min after the stimulation and became maximal within 30 min. To assess the involvement of actin filament and tubulin in insulin-induced translocation of TRPV2, we examined the effects of latrunculin A and nocodazole, respectively. As shown in Fig. 3C , TRPV2 translocation was inhibited by latrunculin A but not by nocodazole. Insulin-induced translocation of TRPV2 was blocked by a dominantly negative mutant of Rac. Conversely, the effect of insulin was reproduced by transfection of constitutively Rac (Supplemental Fig. 1 , found in an online appendix at http://dx.doi.org/10.2337/dc08 -0862). We also examined the effect of endogenous insulin on translocation of TRPV2. To this end, we stimulated the cells with a high concentration of glucose. As shown in Fig. 3D , 25 mmol/l glucose increased TRPV2 inserted into the plasma membrane. This was not simply due to the increase in osmolarity, since 25 mmol/l mannitol did not show any effect. The effect of glucose was inhibited by diazoxide. Similarly, somatostatin blocked glucose-induced translocation. A high concentration of potassium also induced insertion of TRPV2 into the plasma membrane (Fig. 3E ). Note that nifedipine nearly completely blocked TRPV2 translocation induced by a high concentration of glucose and potassium. We then examined the translocation of endogenous TRPV2 using antibody recognizing the extracellular domain of TRPV2. As shown in Fig. 3F , insulin increased the cell surface expression of TRPV2. Likewise, high concentrations of glucose and KCl increased cell surface expression of TRPV2 (Fig. 3G) .
We next addressed whether or not the effect of insulin was mediated by IR. We decreased the expression of IR by introducing shRNA. In cells infected with Ad-shIR, the expression of IR was markedly reduced (Fig. 4A ). Under this condition, insulin was unable to induce translocation of c-myc-TRPV2 on the cell surface (Fig. 4B, b) . In contrast, serum increased the expression of TRPV2 (Fig.  4B, c) . Figure 4C shows quantitative analysis of the cell surface expression of c-myc in IR knocked-down cells. We also examined the effect of insulin in ␤IRKO cells, a cell line derived from ␤-cells of ␤IRKO mice. Insulin was unable to increase the expression of c-myc-TRPV2 in the plasma membrane ( Fig. 4D, b; Fig. 4E, a) , whereas serum significantly increased the cell surface expression of cmyc-TRPV2 ( Fig. 4D, c; Fig. 4E, a) . Note that insulin increased the expression of c-myc-TRPV2 in the plasma 
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membrane in the control ␤-cell line ␤WT (Fig. 4D, e; Fig.  4E, b) . Effect of insulin on calcium entry in MIN6 cells. To examine the effect of insulin on calcium entry, we monitored changes in [Ca 2ϩ ] c using fura-2. Fura-2-loaded cells were first incubated in calcium-free medium, and then the calcium in medium was elevated to 2 mmol/l. As shown in Fig. 5A , an increase in [Ca 2ϩ ] c was observed upon addition of calcium. A similar experiment was done in the presence of tranilast, an inhibitor of TRPV2 (20, 21) . A previous study indicates that 75 mol/l tranilast markedly inhibited IGF-I-induced calcium current (21) . Tranilast inhibited the elevation of [Ca 2ϩ ] c in response to the addition of calcium. When cells preincubated with insulin were treated in the same manner, a large increase in [Ca 2ϩ ] c was observed after the addition of calcium (Fig. 5B) 
calcium entry by monitoring the quenching of fura-2 by Mn 2ϩ . Addition of Mn 2ϩ into extracellular solution results in a time-dependent entry of Mn 2ϩ through calciumpermeable channels. Once Mn 2ϩ enters the cells, it reduces fura-2 fluorescence. Consequently, the rate of calcium entry is assessed by measuring the rate of quenching of fura-2 fluorescence. As shown in Fig. 5C , addition of MnCl 2 resulted in a time-dependent reduction of the fura-2 fluorescence. This was due to entry of Mn 2ϩ through calcium-permeable channels. When cells were stimulated by insulin, the rate of quenching was significantly (P Ͻ 0.01) augmented (Fig. 5C ). When a similar experiment was done in the presence of tranilast, basal as well as insulin-stimulated Mn 2ϩ quenching was markedly reduced (Fig. 5D) .
Effect of inhibition of TRPV2 on insulin secretion and cell proliferation in MIN6 cells. We then examined the role of TRPV2 in regulation of insulin secretion and cell growth of MIN6 cells. We first used an inhibitor of TRPV2. As shown in Fig. 6A , tranilast did not affect basal secretion but significantly inhibited secretion induced by glucose. Tranilast also significantly inhibited insulin secretion induced by a depolarizing concentration of potassium. To rule out the possibility that tranilast nonspecifically inhibits exocytosis of insulin, we examined whether or not tranilast affects insulin secretion induced by calcium using permeabilized cells. As shown in Fig. 6B , tranilast did not affect exocytosis of insulin induced by 10 mol/l calcium in permeabilized cells. Tranilast also inhibited [ 3 H]thymidine incorporation induced by FBS and a high concentration of glucose (Fig. 6C ) and reduced the increase in the cell number induced by FBS and a high concentration of glucose (Fig. 6D) . Note that tranilast does not inhibit DNA synthesis induced by transfection of E2F, indicating that this compound does not affect the machinery for DNA replication (S. Nakajima, I.K., unpublished data). We also examined the role of TRPV2 by reducing its expression using shRNA. In MIN6 cells transfected with Ad-shTRPV2, expression of mRNA for TRPV2 was markedly reduced compared with that of cells transfected with Ad-shLacZ (Fig. 7A) . Similarly, Ad-shTRPV2 markedly reduced the protein expression of TRPV2 (Fig. 7B) . We then assessed changes in calcium entry by measuring Mn 2ϩ quenching. In Ad-shTRPV2-infected cells, reduction of fura-2 fluorescence induced by addition of Mn 2ϩ was small (Fig. 7C , b) compared with that in Ad-shLacZ-infected cells (Fig. 7C,  a) . In addition, insulin did not increase the rate of Mn 2ϩ quenching in Ad-shTRPV2-infected cells (Fig. 7C, b) . We then measured changes in [Ca 2ϩ ] c in glucose-stimulated Ad-shTRPV2-infected cells. [Ca 2ϩ ] c fluctuated considerably at a later time point, and we could detect significant reduction of [Ca 2ϩ ] c compared with that in Ad-shLacZinfected cells (Fig. 7D) . Likewise, [Ca 2ϩ ] c induced by 40 mmol/l KCl was significantly reduced at a later time point in Ad-shTRPV2-infected cells (data not shown). In this condition, glucose-induced insulin secretion was significantly inhibited in Ad-shTRPV2-infected cells (Fig. 7F) . Likewise, insulin secretion induced by depolarizing concentration of potassium was significantly reduced. Note that the difference in insulin secretion was not due to the difference in the cell number, since the cell number was not changed in each condition. In addition, [ 3 H]thymidine incorporation induced by serum and a high concentration of glucose was significantly reduced in cells infected with Ad-shTRPV2 (Fig. 7G) . Similarly, the increase in the cell number induced by serum was reduced in Ad-shTRPV2-infected cells compared with that of Ad-shLacZ-infected cells (Fig. 7H) . Cell viability was not changed and cell death was not observed in Ad-shTRPV2-infected cells. Role of TRPV2 in cultured mouse ␤-cells. We studied the expression of TRPV2 in mouse islets. As shown in Fig.  8A , TRPV2 was expressed in the core of the islet but not in ␣-cells. Next, we studied the effect of insulin in cultured ␤-cells. When cultured ␤-cells expressing c-myc-TRPV2 were incubated with 10 nmol/l insulin, immunoreactivity of c-myc was increased significantly after the insulin treatment (Fig. 8B) . Figure 8C shows the quantitative analysis of the data. A high concentration of glucose also induced translocation of TRPV2, which was blocked by an addition of diazoxide. We then studied insulin secretion in cultured ␤-cells. In ␤-cells infected with Ad-shTRPV2, insulin secretion induced by a high concentration of glucose was significantly reduced. Similarly, insulin secretion induced by potassium was significantly reduced in Ad-shTRPV2-infected cells (Fig. 8D ).
DISCUSSION
In this study, we showed that insulin induced translocation and insertion of TRPV2 into the plasma membrane. Consistent with these observations, calcium entry as monitored by fura-2 fluorescence was elevated in cells pretreated with insulin, which was inhibited by an inhibitor of TRPV2 and knockdown of TRPV2. Collectively, exogenous insulin induces translocation of TRPV2 to the plasma membrane and augments calcium entry. In our experimental condition, translocation of TRPV2 was observed to some extent under basal conditions. This is in sharp contrast to CHO cells and macrophages (12) , where the amount of TRPV2 in the plasma membrane is very low in an unstimulated condition. This difference may be explained by the basal secretion of insulin, since the basal level of translocation is reduced by loading BAPTA, which reduces basal secretion, and by anti-insulin antibody. These observations imply that translocation of TRPV2 induced by basal release of insulin may contribute to basal calcium entry. Furthermore, translocation of TRPV2 was induced by insulin secretagogues including a high concentration of glucose. Taken together, insulin released from ␤-cells further augments calcium entry by recruiting TRPV2 to the plasma membrane. Given that calcium is a critical regulator of insulin secretion, this is a feed-forward mechanism to accelerate insulin secretion. With regard to the functional significance of TRPV2, inhibition of the TRPV2 activity by tranilast or by knockdown of TRPV2 using shRNA reduces glucose-induced insulin secretion.
Augmented calcium entry through TRPV2 may contribute partly to glucose-induced insulin secretion. Also, TRPV2 is involved in insulin secretion induced by other secretagogues. For example, potassium-induced secretion is also inhibited partly by inhibiting TRPV2. Presumably, insulin released by depolarization of ␤-cells in turn recruits TRPV2 to the plasma membrane, which leads to additional calcium entry through TRPV2 and thereby enhances insulin secretion. It is known that voltage-dependent calcium channels are downregulated (so-called inactivation) rather quickly after depolarization of the plasma membrane. In contrast, the TRPV2 channel is not downregulated quickly. 
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Instead, it promotes calcium entry for a relatively long period (11) . Consequently, recruitment of TRPV2 by insulin may prolong calcium entry into ␤-cells. TRPV2 is a calcium-permeable channel and also permeates sodium as well (11) . Translocation of TRPV2 thus also increases sodium entry into ␤-cells. This leads to depolarization of the plasma membrane and subsequent activation of the voltage-dependent calcium channels. Recently, it was reported that TRPM2 and TRPM4 are involved in glucoseinduced insulin secretion in pancreatic ␤-cells (22, 23) . TRPM2 and TRPM4 permeate calcium and/or sodium, which leads to depolarization of the plasma membrane and activation of the voltage-gated calcium channel. In addition to the well-known role of the voltage-gated calcium channels, members of the TRP channel family may contribute to the stimulus-secretion coupling in ␤-cells. The autocrine effect of secreted insulin on ␤-cell function has been a matter of debate. Both positive and negative feedback regulations have been postulated, and there have been many reports supporting these ideas (rev. in 24). In this regard, a study using ␤-cell-specific knockout of the IR gene demonstrated that blocking of the insulin action in ␤-cells impairs glucose-induced insulin secretion and also reduces the ␤-cell mass in adults (1) . The present results suggest that TRPV2 is one of the target molecules of insulin and may participate at least partly in the trophic action of this hormone in ␤-cells. Inhibition of the TRPV2 reduces insulin secretory response and DNA synthesis in these cells. Given that stimulation of calcium entry is a prerequisite for cell-cycle progression induced by growth factors (25, 26) , it is likely that TRPV2 plays a role in insulin-induced proliferation. Taken together, TRPV2 functions as one of the molecular targets of the insulin action and modulates calcium entry.
We studied the role of TRPV2 in MIN6 cells and dispersed ␤-cells. It is uncertain at present whether or not 
insulin secreted from ␤-cells actually controls translocation of TRPV2 in islet ␤-cells in vivo. It is possible that basal secretion of insulin induces translocation of TRPV2 and TRPV2 is always operative in the plasma membrane. It is also possible that growth factors in plasma, for example IGF-I, induces translocation and TRPV2 is always functional. If so, insulin secretagogues do not regulate TRPV2 translocation. Instead, changes in the expression of TRPV2, if any, would alter the basal rate of calcium entry. Further studies are necessary to assess the in vivo role of TRPV2 in ␤-cells.
The present results provide for the first time evidence that calcium-permeable channel TRPV2 is a signaling molecule involved in the insulin action. In this regard, insulin is shown to recruit various types of ion channels to the plasma membrane in neuronal cells (27) (28) (29) . TRPV2 is one of the channel molecules regulated by insulin. Many issues are still unsolved. For example, it is not known whether insulin directly modifies gating of the TRPV2 in addition to induction of translocation. Further studies are necessary to elucidate the role of TRPV2 in the insulin action. 
